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Abstract: It is increasingly important to measure cell mechanical properties 
in three-dimensional environments. Particle tracking microrheology (PTM) 
can measure cellular viscoelastic properties; however, out-of-plane data can 
introduce artifacts into these measurements. We developed a technique that 
employs HiLo microscopy to reduce out-of-plane contributions. This 
method eliminated signals from 90% of probes 0.5 µm or further from the 
focal plane, while retaining all in-plane probes. We used this technique to 
characterize live-cell bilayers and found that there were significant, 
frequency-dependent changes to the extracted cell moduli when compared 
to conventional analysis. Our results indicate that removal of out-of-plane 
information is vital for accurate assessments of cell mechanical properties. 
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The viscoelastic properties of the cell are crucial to many cellular and tissue processes such as 
organelle translocation, wound response, and force response [1–5]. Additionally, changes to 
the cell’s mechanical properties have been correlated with disease states such as 
arrythmogenic right ventricular cardiomyopathy (ARVC), progeria, and muscular dystrophy 
[6,7]. Particle tracking microrheology (PTM) is a passive spatiotemporal technique used to 
probe local viscoelastic properties of a wide range of cells types under a variety of conditions 
[8–17]. In PTM, fluorescent probes are introduced to the cell cytoplasm, which are then 
imaged using fluorescent wide-field microscopy. These particles’ displacements are then 
tracked over time, allowing for the calculation of the storage and loss modulus of the 
cytoplasm using mathematical models, such as the generalized Stokes-Einstein relation [18]. 
As researchers study more physiologically representative cell constructs, it becomes 
increasingly necessary to measure the mechanical properties of cells in a three-dimensional 
environment [19–22]. This includes stacked cell layers as well as cells embedded in scaffolds. 
In both cases, it is difficult to measure cell mechanical properties using conventional cell 
probing techniques, as they require direct contact with the cell or require imaging through 
multiple cell layers. PTM, being a passive readout, allows for the measurement of the 
mechanical properties of cells without requiring direct contact with the cell. This facilitates 
the measurement of mechanical properties of cells in a greater variety of plating conditions, 
including more sophisticated constructs [8]. However, as PTM generally requires tracking 
bright fluorescent probes, out-of-plane probes can have a significant effect on the 
measurement of the cells’ properties. The accuracy of the measurement of the cell’s 
mechanical properties can be improved by removing out-of-plane data. Methods such as 
deconvolution or confocal imaging can address this issue, but are difficult, expensive, or are 
limited by the need for high-speed particle tracking. 
A class of depth-resolved imaging techniques based on Structured Illumination 
Microscopy (SIM) have been proposed to select a particular imaging plane and to reject out-
of-plane background for standard wide-field microscopy [23–25]. In essence, a structured 
pattern (a grid) is projected onto a sample at the focal plane. The in-plane portion of the 
image is modulated along with the structure with the emitted fluorescence reproducing the 
pattern. The amplitude of out-of-plane portions of the images decrease according to the 
modulation transfer function, thereby blurring those portions of the pattern which are out-of-
plane [23]. The optically sectioned image is extracted from the images that have been 
illuminated with a grid set at three different phases. 
More recently, a new SIM-based optical sectioning technique has been developed, termed 
HiLo microscopy, which requires only one structured image and one uniform image [26]. In 
this technique, the high-frequency in-plane components of the image are extracted from the 
uniform image, while the low frequency components are extracted from the non-uniform 
(structured) image. To extract in-plane low frequency  data, the local image contrast is 
multiplied by the uniform image to get a low frequency optically sectioned image. This low-
resolution image is then combined with the high-resolution image to get a full-resolution 
optically sectioned image [26]. 
Here we describe a method using HiLo microscopy for removing out-of-plane data from 
particle tracking images of cell-embedded probes. By using a thresholding algorithm that 
calculates the percent drop in intensity of the probes in the HiLo image relative to the uniform 
image, we eliminated almost all probe data 0.5 µm or further from the image plane. 
Using this technique, we were able to separate the probes from the top and bottom layer of 
a cell bilayer. Analyzing the data obtained from the two cell layers separately revealed an 
increase in the mean-squared displacement (MSD) of the bottom layer and a reduction in the 
MSD of the top layer. By analyzing the MSDs, we found that cells in the top layer had a 
significantly lower average mean-squared displacement, with a correspondingly larger storage 
#165200 - $15.00 USD Received 21 Mar 2012; revised 25 Apr 2012; accepted 29 Apr 2012; published 3 May 2012
(C) 2012 OSA 1 June 2012 / Vol. 3,  No. 6 / BIOMEDICAL OPTICS EXPRESS  1243and loss modulus than cells in the bottom layer. These results are supported by atomic force 
microscopy measurements. By removing out-of-plane probes using HiLo microscopy with 
PTM, we were able to more accurately measure the mechanical properties of individual cell 
layers. Our results indicate that there are significant differences in the mechanical behavior of 
both cell layers that was not clear when analyzing the aggregate, non-thresholded probe data. 
2. Methods 
2.1. HiLo optical setup and image processing 
We first acquired structured illumination data on fluorescent beads. The standard ‘wide-field’ 
fluorescence image is called the uniform image. For non-uniform (structured) images, a 
Ronchi ruling (20 lines / mm, Edmund Optics, Barrington, NJ) was placed at the field stop 
between the mercury light source and the objective (60x, NA 1.3) of an Olympus IX81 
inverted microscope. The grid was projected onto the focal plane of the sample during 
structured image acquisition. The Ronchi ruling was then removed to acquire a sequence of 
uniform images for PTM. All images were recorded with an ORCA R2 CCD camera 
(Hamamatsu, Bridgewater, NJ). The non-uniform image and the first frame of the uniform 
image sequence are then processed using the HiLo algorithm. 
The details of the HiLo analysis algorithm have been described in detail elsewhere [26–
28]. Briefly, the non-uniform  () n I ρ   and uniform images  () u I ρ   are the two raw images 
needed for acquiring the HiLo image, where  { } , xy ρ =   are the spatial coordinates in the 
image plane. These two images are used to define a partially demodulated image: 
  ( ) ( ) ( ) d nu I II ρ ρρ = −
 
   (1) 
where  ( ) ( ) nu II ρρ −

 is then high-pass filtered prior to taking the absolute value to ensure the 
term is locally centered about zero. The low-resolution image is then obtained by applying a 
low-pass filter to the partially demodulated image: 
  ( ) ( ) . lp d I LP I ρρ =  

   (2) 
The cutoff frequency used for the low-pass filter is half of the spatial frequency of the grid 
pattern projected on the structured image. The high-resolution information is obtained by 
applying a high-pass filter to the uniform image: 
  ( ) ( ) hp u I HP I ρρ =  

   (3) 
The HiLo image is obtained using 
  ( ) ( ) ( ) hilo lp hp I II ρη ρ ρ = +
 
   (4) 
where η is an custom scaling factor, empirically adjusted until there is a seamless transition 
from high to low frequencies. HiLo image sequences were generated using the initial non-
uniform image with each image in the uniform image sequence. 
2.2. HiLo-based image thresholding 
In order to generate depth resolved images for PTM, we used thresholding to objectively 
determine which probes were more than 0.5 µm from the focal plane. We calculated the 
percentage drop between the average intensity of each probe between the HiLo and uniform 
images. Trajectories of probes that experienced an average intensity drop greater than an 
empirically-determined threshold were removed from the MSD calculation. 
To determine this threshold, a z-stack was taken of a polyacrylamide gel seeded with 
200nm fluorescent probes (Invitrogen), with 100 images taken at intervals of 0.1um. A 
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and out-of-plane beads at various depths throughout the PAA gel. Because of the clarity of 
the gel, it was possible to determine the z-location of the embedded beads based on visual 
assessment of the bead sharpness. The uniform and HiLo-processed images were then 
compared to determine the drop in bead intensity as a function of the distance from the image 
plane using 
 
()
% 100
u hilo
hilo
II
Drop
I
−
=    (5) 
These data were then used to set a threshold at which 90% probes greater than 0.5 µm from 
the focal plane were removed. 
2.3. Cell culture 
NIH 3T3 cells were cultured with high-glucose DMEM (Sigma, St Louis, MO), 10% Fetal 
Bovine Serum (Aleken, Nash, TX), 50 units / mL penicillin and 50 ug / mL streptomycin at 
5% CO2. For particle tracking bilayer experiments, confluent NIH 3T3 cells plated on a 
collagen-coated glass-bottomed cell culture dish (MatTek, Ashland, MA) were seeded with 
400nm fluorescent beads as our PTM probes (Bangslabs, Fishers, IN) and allowed to incubate 
overnight. After 18 hours, another batch of 3T3 cells, which were also seeded with 
fluorescent probes, were plated on top of the confluent cell layer. The dish was then allowed 
to incubate for another 18 hours before imaging. 
Cardiac fibroblast and myocyte bilayers were constructed using neonatal rat cardiac 
fibroblasts (CFs) and myocytes (CMs), which were isolated from 1-day old Wistar rat pups 
(Charles River, Wilmington, MA). Briefly, hearts were removed and placed in a dish 
containing Hank’s Buffered Salt Solution (HBSS, Cellgro, Manassas, VA) supplemented with 
10 units / mL penicillin and 10 ug/mL streptomycin. The hearts were then finely minced into 
another dish of HBSS with Pen-Strep. The heart pieces were then digested through a series of 
four digestions with trypsin (0.14%) and pancreatin (0.22mg/mL, Sigma) in HBSS. Following 
the digestions, the cell solution was plated in a cell-culture treated flask, followed by an 
incubation at 37C at 1% CO2 for three hours. The CFs remained adhered to the flask while the 
CMs were removed with the supernatant. The supernatant was then passed through a 40 µm 
filter to remove all remaining debris and the CMs were plated as described below. All animal 
protocols were approved by the Institutional Animal Care and Use Committee at Columbia 
University. 
The CFs were plated on collagen-coated glass-bottom dishes (MatTek) and cultured at 
37C and 5% CO2 in the same media used for the NIH 3T3 cells. Once the CFs became 
confluent, they were stained with 20 µM Cell Tracker Green (CTG, Invitrogen, Grand Island, 
NY) for 30 minutes. Immediately following the staining, CMs were plated on top of the 
confluent CF layer. Once the myocytes adhered, the media was changed to M199, 5% FBS, 
10 units / mL penicillin, 10ug / mL streptomycin, and 0.1mM 5-Bromo-2′-deoxyuridine 
(Sigma), and the cells were incubated at 37C and 1% CO2. After three days, the samples were 
fixed with 3.7% formaldehyde for 15 minutes, permeabilized with 0.1% Triton-X for 10 
minutes, and stained with Alexa-Fluor 488 phalloidin (Invitrogen) for 1hr at a 1:20 dilution. 
Structured and uniform images were then taken at the CF layer and the CM layer. 
2.4. Particle tracking microrheology of a NIH 3T3 cell bilayer 
Particle tracking data were acquired from the top and bottom layers of living NIH 3T3 cell 
bilayer. Structured images were taken of each layer, followed by acquisition of an image 
sequence of the probes’ movements. Six image sequences (for each of the top and bottom 
layers), with each sequence containing 20-60 probes, were imaged using a 60 × (NA 1.42) oil 
immersion objective at 16 frames per second for 1000 frames. 
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Grier to select suitable probes [29] on uniform images (termed Uniform data). Probes were 
than tracked using a custom multiple particle tracking MATLAB (The Mathworks, Natick, 
MA) program. As discussed in the above section, the trajectories of all probes, which 
experienced an average drop in intensity greater than the empirically determined threshold, 
were removed from the data prior to the calculation of the MSD (termed HiLo data). 
The change in position of particles was tracked over all frames, correcting for whole-field 
shifting. By averaging over the squared displacements of all particles at various time lags, the 
mean squared displacement (MSD) was obtained: 
  ( ) ( ) ( ) ( )
2 2
t
r rt rt ττ ∆ = +−    (6) 
where r(t) describes the particle’s two-dimensional trajectory, and τ corresponds to a various 
time lags. The average MSD (for the bottom and top cell layer with and without HiLo-
processing) was then used to calculate the frequency-dependent storage (G′) and loss (G″) 
moduli using an algebraic form of the generalized Stokes-Einstein relation (GSER) [30]: 
 
*
*
' () () c o s ( () / 2 ) ,
' ' () () s i n ( () / 2 ) ,
GG
GG
ω ω πα ω
ω ω πα ω
=
=
  (7) 
where 
 
[ ]
2
1/
*
2
ln ( )
()
ln
2
() ,
3 (1/ ) 1 ( )
B
r
kT
G
ar
τω
∂τ
αω
∂τ
ω
π ω αω
=
∆
≡
≈
∆ Γ+
  (8) 
where kB is the Boltzmann’s constant, a is the radius of the probe, T is temperature of the 
probe environment (in Kelvins), and 
  [ ]
2 1 0.457(1 ) 1.36(1 ) 1.90 α αα Γ+ ≈ + − + + .   (9) 
The data is presented as line plots of the MSD, G′, G″ of both the top and bottom cell 
layer with and without out-of-plane bead removal (labeled as HiLo and Uniform data, 
respectively). Extracted values (including the standard error) are compared at three different 
time lags (0.2s, 1s, 5s), which were chosen to represent the data across over two orders of 
magnitude. The positive and negative error for G′ and G″ was calculated by determining G′ 
and G″ for the MSD plus and minus the MSD standard error, respectively. The MSD values 
at the bottom and top layer at specified time lags were compared using a student’s t-test. 
Statistical testing was not performed on G′ and G″, as these are derived parameters, and have 
unequal positive and negative error values. 
2.5. Atomic Force Microscopy 
Atomic Force Microscopy (AFM) was used to compare the stiffness of 3T3 cells plated as a 
monolayer on glass to the top layer of cells of a 3T3 cell bilayer. An atomic force microscope 
(Bruker, Santa Barbara, CA) mounted on an inverted light microscope (Olympus IX81, 
Center Valley, PA) was used to measure the elastic moduli of the cells. The cantilever probe 
used was a silicon-nitride DNP probe (Bruker) with a nominal spring constant of 0.12N/m. 
Each cell was indented at 1Hz in five different locations to find the average Young’s modulus 
for the cell. 
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contact point was then identified as the first point at which the first and second derivatives 
were greater than an empirically determined threshold [31]. The force is calculated as the 
product of the cantilever spring constant and the cantilever deflection. The following equation 
was then used to calculate the point-wise elastic modulus [32]: 
 
2 (1 )
()
F
E
D
ν
π
−
=
⋅Φ
   (10) 
where 
  ( )
1/2 3 4
()
3
D RD
π
Φ= ⋅   (11) 
when 
2 / DbR <  and 
( )
2 3 22
1/2 22 4
( ) ( ) arcsin
2 tan 2 3 tan 3
a b a b ab
D aD m a b m
aR R
π
πφ φ
        −   Φ = ⋅−⋅ − − + − +        
         
     (12) 
when 
2 / DbR ≥ . 
For this formulation, D is the indentation depth, 2φ is the tip angle, b is the radius at which 
the tapered sides transition into a spherical tip R (set equal to b = Rcosφ), and m = 2
1/2/π for a 
pyramid-shaped probed. The contact radius (a) is found by numerically solving the following 
equation: 
  ( )
1/2 22 arcsin 0
tan 2
a na b
D ab a
Ra
π
φ
⋅    + − −− − =      
   (13) 
where n = 2
3/2/π for a pyramid-shaped probe. 
2.6. General approach summary 
The experimental imaging and analysis protocol for the cell bilayer microrheology 
experiment is 
1. Locate area of cell bilayer suitable for microrheology (has beads). 
2. Adjust focal plane until bottom cell layer is in plane. 
3. Place Ronchi ruling at field stop and take one structured image of bottom layer. 
4. Remove Ronchi ruling and take sequence of uniform images. 
5. Adjust focal plane until top cell layer is in-plane. 
6. Repeat steps 3 and 4 at top layer. 
7. Process the first frame of the uniform image sequences against the corresponding 
structured image for each layer using HiLo processing. 
8. Choose trackable beads from the remaining beads (e.g., beads that are too close 
together are excluded). 
9. Using thresholds, remove beads that are more than 0.5 µm out-of-plane, based on the 
intensity reduction from the uniform to the HiLo frame. 
10. Track the remaining beads, using the uniform image sequences, and extract the MSD. 
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These results, denoted “HiLo” were compared to similar results without removal of out-of-
plane beads, using only the uniform image sequence to track all trackable beads, denoted 
“Uniform.” Thus the Uniform results contain beads that are out-of-plane but still considered 
trackable. 
3. Results 
3.1. Validation of HiLo algorithm for depth-resolved imaging of a multi-layer cell plating 
To assess the quality of the structured illumination microscopy (HiLo) setup, cardiac 
myocytes (CMs) are plated atop cardiac fibroblasts (CFs), with the CF layer labeled with Cell 
Tracker Green, a whole-cell label, and both types of cells are labeled with phalloidin, which 
targets actin stress fibers. For demonstrating the filtering capabilities of HiLo imaging, we use 
this combination of cells because cardiac myocytes exhibit distinct sarcomeric patterns upon 
actin staining, allowing us to distinguish between the two cell layers more easily. Processing 
the image of the top CM layer with the HiLo algorithm produces a reduction in the presence 
of background signal from the bottom CF layer, including both the actin stain and the Cell 
Tracker Green (CTG) stain. Processing the bottom cell layer with the HiLo algorithm retains 
both the actin and cytoplasmic fluorescence (Fig. 1). These results demonstrate that the HiLo 
method is suitable for differentiating between the top and bottom layers of a cell-bilayer and 
thus can be used for depth-resolved imaging. 
 
Fig. 1. For the uniform (A) and HiLo-processed (C) images of the top CM layer, HiLo 
processing reduces the presence of the background signal from the bottom CF layer. For the 
uniform (B) and HiLo-processed (D) images of the bottom CF layer, HiLo processing reduces 
the presence of the signal from the top CM layer, while retaining actin and cytoplasmic 
fluorescence of the CF layer. For example, the sarcomeres that are seen in the top CM layer 
(white arrow) are less clear in the HiLo image of the bottom CF layer. Similarly, a circular 
actin structure that can clearly be seen in the top CM layer (gray arrow) cannot be seen in the 
HiLo image of the bottom CF layer. Images brightness/contrast adjusted for clarity. Scale bar 
is 30um. 
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As demonstrated with the CM and CF bilayer, a major advantage of HiLo processing is the 
reduction of out-of-plane signals. Because fluorescent beads generally exhibit high 
fluorescence intensities, their signals are not entirely quenched by HiLo processing even if 
they are out-of-plane. However, HiLo processing does attenuate their intensities, with greater 
reduction of intensities occurring at greater distances out-of-plane. We determined a threshold 
for the reduction of intensity to maintain beads within ± 0.5 µm of the imaging plane so that 
beads out of this 1 µm band could be excluded from analysis. 
To determine this threshold, we compare the intensity of polyacrylamide gel-embedded 
fluorescent beads in uniform and HiLo-processed images at a range of distances from the 
focal plane (also called the imaging plane), which is approximately ten frames above the 
midplane of the image stack. The reduction in average bead intensities between uniform and 
HiLo images increase with the beads’ distances from the focal plane (Fig. 2). Since the 
percent drop in bead intensity increases with distance from the focal plane, we set a threshold 
which we could remove a majority of beads 0.5 µm or further from the image while retaining 
a majority of beads 0.5 µm or closer to the image plane. For the z-stack taken in the PAA gel, 
the critical intensity reduction threshold is 20%. All beads 0.5 µm or closer to the focal plane 
have an intensity reduction less than 20%, while 88% of the beads greater than 0.5 µm from 
the focal plane have a reduction greater than 20%. Thus, by using this intensity reduction 
threshold, we are able to conserve all beads within the imaging plane and exclude all but 
about 10% of the out-of plane beads. Additionally, due to the relationship between intensity 
drop and distance from the plane, it is likely that most of the included out-of-plane beads are 
close to the imaging plane. 
 
Fig. 2. The percentage drop in bead intensity between uniform and HiLo images (relative to 
HiLo) at increasing distances from the focal plane. Beads 0.5 µm or closer to the image plane 
have a drop in intensity less than 20%, and 88% of beads 0.5 µm or further from the image 
plane had a drop in intensity greater than 20%. The asymmetry in the bead distribution results 
from the inverted configuration of the microscope; objects below the imaging plane could be 
observed to a far greater out-of-plane distance than objects above the imaging plane. 
3.3. HiLo-based depth resolved microrheology of a cell bilayer 
For the bilayer microrheology experiment, we use HiLo to separate out probes in the bottom 
and top layer of a living 3T3 cell bilayer. Processing uniform image sequences with the HiLo 
algorithm reduces the intensity of out-of-plane probes. In order to improve the depth 
resolution of the images, we remove bead trajectories from the uniform data, which  
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Fig. 3. Plot of MSD (nm
2) vs. tau (s) (A), G′ (Pa) vs. frequency (Hz) (B), and G″(Pa) vs. 
frequency (Hz) (C) for bottom (Media 1) and top (Media 2) cell layers with and without HiLo 
image processing. HiLo processing allows for the removal of out-of-plane beads. Removing 
the out-of-plane beads from each image produces a small increase in the MSD of the bottom 
layer and a larger decrease in the MSD of the top layer over all time lags. These alterations in 
MSD produce a decrease in the storage and loss modulus in bottom layer and an increase of 
the storage and loss modulus in the top layer. The MSD (D, in nm2), storage modulus (E, in 
Pa), and loss modulus (F, in Pa) are compared at three different time lags. All data are 
compared using a student’s t-test (*p < 0.05, **p < 0.01, ^p < 0.001). Statistical analysis at not 
performed for G′ and G″, as these are derived parameters. G′ drops to zero above 0.2Hz, so 
was not included in the plot (E). 
experience a drop in intensity above 20%, as determined in the previous section. The 
remaining trajectories are used to calculate the MSD of the optically sectioned cell layer. 
The trajectories of the probes are used to calculate the average mean-squared 
displacement and then the storage and loss moduli of the cell layers over a continuous range 
of time lags (Fig. 3). Using the uniform image sequence (without out-of-plane bead removal), 
we show that the MSD is elevated for the bottom layer of cells except at low time lags. 
Comparisons of values at 0.2, 1 and 5 seconds (for MSD) or Hz (for G′  and G″) show 
somewhat mixed results when the top layer is compared to the bottom layer. For MSD, the 
top layer is significantly higher (p < 0.05) at 0.2s, non-significantly smaller at 1s and 
significantly smaller (p < 0.05) at 5s (Figs. 3(a), 3(d)). Further, G′ exhibits a small decrease at 
5 Hz and a more moderate increase at 1 Hz (Figs. 3(b), 3(e)). The loss modulus G″ was 
mixed, showing a large decrease at 5Hz, but small increases at 1 and 0.2 Hz (Figs. 3(c), 3(f)). 
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When we remove these probes’ trajectories from the MSD calculation, significant changes 
result. First, the top layer MSD became significantly lower than the bottom layer at 0.2s (p < 
0.05, Fig. 3(d)) and 1s (p < 0.01), and the p-value for 5s decreased (p < 0.001). Second, both 
G′ and G″ show clear increases at all frequencies for the top layer compared to the bottom 
layer, and in almost all cases, the magnitude of the increase become much larger (Figs. 3(e), 
3(f)). For example, in the uniform data, the G′ of the top layer at 5 Hz is 21% smaller than the 
bottom layer, whereas it is 119% higher for the HiLo data. These data demonstrate that depth-
resolved microrheology yields much cleaner, more consistent results in heterogeneously 
plated samples. 
3.4. Causes of changes to MSD and complex moduli 
HiLo-based bead removal does not have a significant effect on the MSD (and subsequently, 
G′ and G″) when analyzing the probes from the bottom cell layer. The reason for this is that 
out of the bead trajectories removed from the bottom layer data (44 beads removed from a 
total of 185), it’s unlikely that many of the removed beads are from the top layer of cells due 
to the asymmetry in bead visibility (Fig. 2). The removal of out-of-plane beads produces a 
small reduction in MSD at short time lags (3% at 0.2s) and a small increase in MSD at mid-
range (11% at 1s) and long time lags (15% at 5s). 
However, bead removal does have a significant effect on the MSD of the top layer (108 
beads removed from 268 total). This is because beads below the focal plane are more likely to 
appear clearly in the top layer image (Fig. 2). Therefore, the trajectories of beads in the 
(softer) bottom layer are more likely to be included in the calculation of the top layer MSD. It 
follows that the removal of all out-of-plane bead trajectories from the top layer data has a 
significant impact on the average MSD, G′ and G″ of the top layer (Fig. 3(a)). This effect is 
most clearly seen at low time lags (on a log-log plot), where there is a significant drop (64%) 
in MSD at τ = 0.2s (Fig. 3(d)). Additionally, there is a clear change in slope of the top layer 
MSD at low time lags. 
Because the probes in the bottom layer cells exhibit a higher average MSD compared to 
the probes in the top layer cells, removal of the bottom layer probes from the top images 
should result in a decrease in MSD, which is observed (Fig. 3(a)). However, there is also a 
change in slope at low time lags. The reason for the change in slope relates to the fact that 
bottom layer probes will be out-of-plane in the top layer images. Because these probes are 
out-of-plane, they will exhibit a smaller bead profile with lower, more uniform intensity 
magnitudes. Thus, the beads will exhibit apparently increased MSDs at all time lags due to 
the overrepresentation of signal fluctuations. This apparent increase to MSD makes a larger 
difference at smaller time lags, as the storage and loss modulus are dependent on the slope of 
the MSD on a log-log scale (Fig. 4). 
3.5. Confirmation of cell layer stiffness comparison 
Other groups have shown that many cell types can exhibit elastic moduli equal to, or lower 
than, the moduli of the underlying substrates [33,34]. However, certain cells are stiffer when 
plated on a confluent cell layer due to an increase in cortical stress fiber density [35]. Because 
of this ambiguity, we validate the microrheological results using AFM. We confirm that the 
upper layer of a 3T3 cell bilayer exhibits a significantly higher elastic modulus than 3T3 cells 
plated on glass (p < 0.05; Fig. 5). 
Since conventional AFM requires direct contact with a cell to measure its mechanical 
properties, we are unable to measure the bottom layer of the cell bilayer. However, it is 
possible that the presence of the top layer of cells also changes the properties of the bottom 
layer cells. To address this, we compare the mechanical properties of the bottom layer of a 
bilayer with the properties of a monolayer plated on glass using PTM. We found that cells in  
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Fig. 4. Comparison of the appearance (A,B), trajectory (C,D), and MSD (E) of a single bead as 
seen at the bottom layer (in-plane) and the top layer (out-of-plane). The out-of-plane bead (B) 
appears smaller than the in-plane bead (A) with a more uniform intensity distribution. This 
increases the contribution of signal fluctuations and decreases the centroid-finding resolution 
of the tracking program. Because of this, short time-lag displacements of the out-of-plane bead 
(D) are much larger than the displacements of the in-plane bead (C) on the log-log scale. The 
result is that analysis yields an increase in MSD magnitude and decrease in slope (E), the 
effect of which of which decreases at longer time lags on a log-log plot as the bead centroid 
more clearly changes position. 
the monolayer exhibited similar MSD to cells in the bottom layer of a cell bilayer, indicating 
that the addition of cells to the top of a monolayer does not substantially alter the monolayer’s 
properties (Fig. 6). 
Our results thus indicate that the correction of out-of-plane beads using HiLo-based 
thresholding and processing is both accurate and vital for more precise characterization of cell 
properties. 
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Fig. 5. AFM testing shows that 3T3 cells plated on a 3T3 monolayer have a significantly 
higher elastic modulus (kPa) than 3T3 cells plated on glass (n = 11 for both cases; *p < 0.05 as 
measured by a student’s t-test). 
 
Fig. 6. MSD (nm
2) vs. Tau (s) plot comparing properties of 3T3 cell monolayer with the top 
and bottom layers of a 3T3 cell bilayer. The monolayer is shown here as having properties 
similar to the bottom layer of the bilayer, showing that the presence of the top layer of cells 
does not have a significant effect on the mechanical properties of the bottom layer. 
4. Discussion 
We developed a technique using HiLo microscopy and post-processing to measure the 
viscoelastic properties of optically sectioned specimens, permitting quantitative 
characterization of cells cultured in 3D constructs. Our method removes out-of-plane probes, 
permitting depth-resolved images that contain mostly probes within a 1 µm layer. While this 
method can be used for removing probes both above and below the image plane, the data 
above the image plane is less likely to be visible in the image for an inverted imaging 
configuration. This is because spherical aberrations become significant for objects above the 
image plane of an inverted microscope [36]. Thus, the probes above the focal plane appear 
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retain approximately the same shape and much of their fluorescence intensity. 
To demonstrate the effectiveness of this technique we measured the viscoelastic properties 
of the top and bottom layers of a cell bilayer. While raw data showed some trends, use of 
HiLo processing and thresholding removed the majority of out-of-plane beads and resulted in 
much cleaner results with lower p-values and more clearly accentuated and consistent 
differences, showing that the upper layer of cells are both stiffer and more viscous compared 
to the lower layer cells across over 2 orders of magnitude. These results were confirmed by 
AFM. The difference in cell layer properties has many potential interpretations. One possible 
interpretation is that the top layer of cells becomes stiffer in order to protect the bottom layer 
from normal and shear forces. It is also possible that the top layer cell must create excess 
extra-cellular matrix components in order to adhere and spread onto the cell surface, as cell-
cell forces have generally been found to be weaker than cell-matrix adhesion forces [37,38]. It 
is not currently known whether 3T3 cells will become stiffer on all softer substrates, as these 
experiments have not been systematically performed. 
We demonstrated that out-of-plane probes affect PTM analysis in two ways: first, by 
shifting the MSDs when the out-of-plane probes exhibit different average MSDs from the in-
plane  probes, and second, by contributing frequency-dependent noise resulting from 
diminished probe intensity profiles. The latter is most prominent on a log-log scale at low 
time-lags, or high frequencies. 
Other techniques may offer similar benefits to the method used in this study. Confocal or 
two-photon microscopy can be used to the same effect by eliminating out-of-plane noise. 
However, these systems are expensive, and certain modes (such as raster-scanning) are not 
always compatible with PTM. In general, scanning techniques cannot be used for PTM 
because the motions of the entire probe would no longer be simultaneously acquired. Our 
method can be cheaply and readily adapted using conventional wide-field fluorescence 
microscopes. Use of point-spread function analysis, raw probe intensity thresholding, or 
image aberration-based techniques can also serve to attenuate out-of-plane beads. The 
addition of a precision axial-localization method may be required for the tracking of smaller 
probes than we used here [39]. However, these methods may not be readily adaptable in more 
turbid situations where fainter signals are attenuated and variability in intensities are high. 
Since our HiLo method depends on the change in signal intensity rather than the raw 
magnitude, it is likely more adaptable to a wider range of environments. Deconvolution may 
achieve the same effect, but at the expense of taking image stacks or performing 
computationally intensive blind deconvolution. 
One limitation of our technique stems from using a single image to determine which beads 
are within the image plane. As a result, our method does not allow for very long-term particle 
tracking (hours), as bead displacements in the axis perpendicular to the imaging plane may 
become large, thereby rendering the original bead choices largely non-relevant. However, 
short of beads being transferred from one cell to another, this is unlikely to affect the cell-
level resolution of our method. Similarly, particle tracking in very compliant and low-
viscosity samples is limited by large bead displacements in shorter times. This limitation is 
unlikely to be a major issue in cell characterization since most cells are stiff and viscous 
enough for tracking for a moderate period of time, as we demonstrated in this study. Longer-
term tracking is further confounded by photobleaching, phototoxicity and active cell 
processes. 
The thresholding process is imperfect. As a result, one has to be very careful in using this 
method to characterize viscoelastic properties. All beads within the imaging plane were likely 
preserved; however, ~10% of the beads out-of-plane were included. In this study, imaging the 
bottom layer included 24% out-of-plane beads. Thus, out of every hundred beads imaged, 2-3 
out-of-plane beads are included, after HiLo-based thresholding. Approximately 40% of the 
imaged beads were out-of-plane in the top layer images. Thus, out of every hundred beads 
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Since this represents less than 8% of all beads analyzed in each layer, the contribution of 
these out-of-plane beads are not likely to be significant, especially since they are unlikely far 
from the imaging plane. However, if one were to perform a study where there were high 
numbers of out-of-plane beads compared to in-plane beads, the contribution of out-of-plane 
beads may render the analysis incomplete or inaccurate. It should be noted that the threshold 
determined from the polyacrylamide gel may actually remove a higher percentage of out-of-
plane beads in the cell bilayer than in the gel, as the out-of-plane bead intensity may drop 
more in the cell bilayer compared to the diminished scattering conditions of the gel. We 
additionally note that the HiLo and thresholding parameters used in this study were tailored 
specifically for our system, and that comparisons with different systems must be performed 
carefully. Future work may include parameter validation based on other optical sectioning 
methods such as three-phase SIM or spinning disc confocal (at a low frequency range) and 
numerical simulation methods to assess centroid determination accuracy in the presence of 
out-of-plane object motions. The technique developed in this study will allow for quantitative 
measurements of the viscoelastic properties of cells, and perhaps tissues, in more physiologic 
cell constructs. Additionally, this technique can also be used to enhance conventional in vitro 
2D PTM experiments, by allowing for the study of subcellular planar sections, to assess 
apical versus basal properties, for example. However, it should be noted that there is a limit to 
the information we can gain from HiLo processing due to the presence of image distortion. 
This is especially true of very thick or opaque samples. 
Future improvements include developing a technique for alternating structured and 
uniform images, allowing for analysis of a greater variety of samples. An additional 
possibility is to combine our technique with the Monte Carlo simulation method developed by 
Wu et al. (2009), in order further increase the accuracy of our PTM measurements [40]. We 
also expect that as PTM becomes used in a wider variety of cells, other optical sectioning and 
three-dimensional imaging techniques such as deconvolution microscopy, aberration based 
axial position determining methods, two-photon orbital scanning, and simultaneous focal 
plane imaging will be employed towards improving the accuracy  of cell mechanics 
measurements in a variety of three-dimensional culture scenarios [36,41–43]. 
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